[Abstract] The aim of many in vitro models of acute or chronic degenerative disorders in the neurobiology field is the assessment of survival or damage of neuronal cells. Damage of cells is associated with loss of outer cell membrane integrity and leakage of cytoplasmic cellular proteins.
Oxygen-glucose deprivation, Glutamate toxicity
[Background] LDH catalyzes the formation of lactate and Nicotinamidadenindinucleotid (NAD + ) from pyruvate and reduced Nicotinamidadenindinucleotid (NADH) in a reversible biochemical reaction. NADH has an absorption on the wavelength of 340 nm. The basis of this kinetic LDH activity assay is the decrease of optical density at the specific wave length caused by a decrease of NADH. The amount of LDH in the supernatant is calculated using a standard enzyme solution with known LDH activity. Different cell densities or metabolic activation rates might be confounders; therefore normalization of LDH activity is recommended. This is achieved by assessment of LDH activity after outer cell membrane lysis that does not block LDH activity itself ('full kill' with 0.5% Triton-X). Finally, percentage of absolute LDH activity from LDH activity by full kill indicates the rate of damaged or dead cells in the cell culture well. Figure 3 . This is not critical as long as you treat all groups equally.
Materials and Reagents
c. Repeat steps 2b-2f from paragraph 2 (Measurement).
Data analysis
1. Calculate the decrease of absorption for each well in mAbs/min. In our hands the value is about 10-50 mAbs/min.
www.bio-protocol.org/e2308 3. Calculate the LDH activity for your probes using a rule of proportion.
Example: 
3H2O
Dissolve in about 800 ml distilled water, adjust pH to 7.4 and fill up to 1,000 ml with distilled water Store at 4 °C, The solution is stable for 12 month
1x LDH-buffer
Dilute 10x LDH buffer with distilled water 1:10
Store at 4 °C, long-term storage up to 12 months is possible
